SNP (single-nucleotide polymorphism) of rs10903129 near the TMEM (transmembrane protein) 57 locus has been associated with TC (total cholesterol) in a previous GWAS (genome-wide association study), but the association of TMEM57 rs873308 SNP and serum lipid levels has not been previously reported. The current study was undertaken to detect the association of the TMEM57 rs873308 SNP and several environmental factors with serum lipid profiles in the Han Chinese and Mulao populations. The genotypes of the TMEM57 rs873308 SNP in 865 individuals of Han Chinese and 902 participants of Mulao nationality were determined by PCR and RFLP (restriction-fragment-length polymorphism) combined with gel electrophoresis and then confirmed by direct sequencing. The T allele frequency of TMEM57 rs873308 SNP was not different between Han and Mulao (23.18 % versus 25.72 %, P > 0.05), but different between males and females in the two ethnic groups (P < 0.05). The T allele carriers had lower serum TC, Apo (apolipoprotein) B, HDL-C (high-density lipoprotein cholesterol) levels, ApoA1/ApoB ratio in Han; and lower TAG (triacylglycerol), LDL-C (low-density lipoprotein cholesterol), ApoA1 levels and the ApoA1/ApoB ratio and higher HDL-C levels in Mulao than the T allele non-carriers. There was also different association of the TMEM57 rs873308 SNP and serum lipid profiles between males and females in the both ethnic groups. Serum lipid parameters in the two ethnic groups were also associated with several environmental factors. The association of the TMEM57 rs873308 SNP and serum lipid levels was different in the Han Chinese and Mulao populations and between males and females in the both ethnic groups. There may be a sex-specific association of the TMEM57 rs873308 SNP and serum lipid levels in our study populations.
INTRODUCTION
CHD (coronary heart disease) is one of the world's top 'economic killer' as well as its likely leading cause of death in the world [1] . The estimated direct cost of CHD in 2010 was $272.5 billion, and it is projected to reach $818 billion by 2030 in America [2] . It is a universally acknowledged truth that dyslipidaemia is presumed to play a vital role in someone susceptible to CHD [3 
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unexplained. Many of the known dyslipidaemia susceptible loci come from GWASs (genome-wide association studies) of common SNPs (single-nucleotide polymorphisms). Another promising approach to identify the dyslipidaemia biomarkers is from studies of the gene expression signatures of dyslipidaemia, which have yielded promising results, but to date only a few genes are common across studies. More thorough gene expression studies of dyslipidaemia are needed for new discoveries and to corroborate previous findings. In addition, dyslipidaemia is well recognized as a complex trait caused by multiple environmental factors and the interaction of genetic and environmental factors.
TMEM (transmembrane protein) 57, a variant in TMEM family member, plays a major role in the trafficking and lipid metabolism. It is located on human chromosome 1. There are four adjacent SNPs of rs873308, rs11802413, rs7541095 and rs10 903 129 in the TMEM57 (http://hapmap.ncbi.nlm.nih.gov/). After screening the genome for common variants associated with serum lipids in 1000 000 individuals of European ancestry, Aulchenko et al. [12] studied TC associated genetic markers and identified the loci significantly associated with the trail: the corresponded to TMEM57. The gene is also implicated in other lipid traits. GWASs have identified genetic variant of the 10903129 SNP near TMEM57 loci associated with serum TC level [12, 13] . However, the effect of rs873308 SNP near TMEM57 loci on serum lipid levels is not functionally validated and the mechanism is yet unclear. Furthermore, the reproducibility of this association has not been detected in the Chinese populations so far.
Since ancient times China is a multi-ethnic country. Among 56 ethnic groups in China, Han is the largest one, and Mulao (also known as Mulam) is one of the 55 minorities with a population of 207,352 according to the fifth national census statistics of China in 2000. Ninety percent of them live in the Luocheng Mulao Autonomous County, Guangxi Zhuang Autonomous Region. The history of this minority can be traced back to the Jin Dynasty (AD 265-420). One previous study had shown that the genetic relationship between Mulao nationality and other minorities in Guangxi was much closer than that between Mulao and Han or Uighur nationality [14] . In several previous studies, we have shown significant association of several SNPs [15] [16] [17] and serum lipid levels in the Mulao population. To the best of our knowledge, the association of rs873308 SNP and serum lipid levels has not been previously explored in the Chinese populations. Therefore, the aim of the present study was to assess the association of TMEM57 rs873308 SNP and several environmental factors with serum lipid phenotypes in the Han and Mulao populations.
MATERIALS AND METHODS

Study population
A total of 902 subjects of Mulao (446 males, 49.45 % and 456 females, 50.55 %) and 865 participants of Han Chinese (423 men, 48.90 % and 442 women, 51.10 %) were randomly selected from our previous stratified randomized samples. They reside in Luocheng Mulao Autonomous County, Guangxi Zhuang Autonomous Region, People's Republic of China. The age of the subjects ranged from 15 to 80 years. The mean age of Mulao participants was 52.48 + − 14.70 years, whereas that of Han subjects was 52.40 + − 14.04 years. All participants were essentially healthy rural agricultural workers, and had no evidence of diseases like atherosclerosis, CHD and diabetes. Any participant who had a history of taking medications known to affect serum lipid levels (lipid-lowering drugs such as statins or fibrates, β-blockers, diuretics, or hormones) was excluded before the blood sample was taken. The study design was approved by the Ethics Committee of the First Affiliated Hospital, Guangxi Medical University. Informed consent was obtained from all participants.
Epidemiological survey
The survey was carried out using internationally standardized methods, following a common protocol [18] . Information on demographics, socio-economic status and lifestyle factors was collected with standardized questionnaires. Alcohol consumption was quantified as the number of liangs (about 50 g) of rice wine, corn wine, rum, beer or liquor consumed during the preceding 12 months. Alcohol consumption was categorized into groups of grams of alcohol per day: 0 (non-drinker),<25 and 25. Cigarette smoking status was categorized into groups of cigarettes per day: 0 (non-drinker),<20 and 20. In the physical examination, several parameters covering body height, weight, and waist circumference were measured. Sitting BP (blood pressure) was measured three times with the use of a mercury sphygmomanometer after about 5 min rest, and the average of the three measurements was used. Systolic BP was determined by the first Korotkoff sound, and diastolic BP by the fifth Korotkoff sound. Body weight, to the nearest 50 g, was estimated by a portable weighing machine. Height was measured, to the nearest 0.5 cm, using a stadiometer. From these two measurements BMI (body mass index, kg/m 2 ) was calculated. Waist circumference was measured by a non-stretchable measuring tape.
Biochemical measurements
Venous blood samples of 5 mL were drawn after at least 12 h of fasting. Two-fifths of the sample (2 mL) was collected in glass tubes and used to determine serum lipid levels. The remaining three-fifths of the sample (3 mL) was transferred to tubes with anticoagulants (4.80 g/l citric acid, 14 .70 g/l glucose and 13.20 g/l trisodium citrate) and used to extract DNA. Measurements of serum TC, TAG, HDL-C, and LDL-C levels in the samples were performed by enzymatic methods with commercially available kits (RANDOX Laboratories Ltd., BT29 4QY; Daiichi Pure Chemicals Co., Ltd.). Serum ApoA1 and ApoB levels were detected by the immunoturbidimetric immunoassay using a commercial kit (RANDOX Laboratories Ltd.). All determinations were performed with an auto-analyser (Type 7170A; Hitachi Ltd.) in the Clinical Science Experiment Center of the First Affiliated Hospital, Guangxi Medical University [15] [16] [17] .
DNA amplification and genotyping
Genomic DNA of the samples was isolated from peripheral blood leucocytes according to the phenol-chloroform method [15] [16] [17] . The extracted DNA was stored at 4
• C until analysis. Genotyping of the TMEM57 rs873308 SNP was determined by PCR and RFLP (restriction-fragment-length polymorphism). PCR amplification was performed using 5 -ACAAGAGCATGTGCAAG-GTG -3 and 5 -CCGGTAGAGAAAGACAACAGG-3 (Sangon) as the forward and reverse primer pairs, respectively. Each reaction system of total volume of 25 ml, containing 10×PCR buffer (1.8 mM MgCl 2 ) 2.5 μl, 1 U Taq polymerase, 2.5 mmol/l of each d-NTP (Tiangen) 2.0 μl, 20 pmol/l of each primer and 50 ng of genomic DNA; processing started at 95
• C for 7 min and followed by 45 s of denaturing at 95
• C, 45 s of annealing at 65
• C and 1 min of elongation at 72
• C for 33 cycles. The amplification was completed by final extension at 72
• C for 7 min. After electrophoresis on a 2.0 % (w/v) agarose gel with 0.5 μg/ml ethidium bromide, the amplified products were visualized under UV light. Then each restriction enzyme reaction was performed with 5 μl of amplified DNA; 7.5 μl of nuclease-free water and 1 μl of 10×buffer solution; and 5 units of HindIII restriction enzyme in a total volume of 15 μl digested at 37
• C overnight. After restriction enzyme digestion of the amplified DNA, genotypes were identified by electrophoresis on 2 % (w/v) ethidium-bromide-stained agarose gels and visualizing with UV illumination. Genotypes were scored by an experienced reader blinded to the epidemiological and serum lipid results.
DNA sequencing
Six samples (CC, CT and TT genotypes in two, respectively) detected by the PCR-RFLP were also confirmed by direct sequencing. The PCR product was purified by low melting point gel electrophoresis and phenol extraction, and then the DNA sequences were analysed in Shanghai Sangon Biological Engineering Technology & Services Co., Ltd.
Diagnostic criteria
The normal values of serum TC, TAG, HDL-C, LDL-C, ApoA1, ApoB levels and the ApoA1/ApoB ratio in our Clinical Science Experiment Center were 3.10-5.17 
Statistical analyses
Epidemiological data were recorded on a pre-designed form and managed with Excel software. All calculations were performed using the software SPSS version 19.0 
RESULTS
General characteristics and serum lipid levels
Comparison of the general characteristics and serum lipid levels between the Han and Mulao populations is summarized in Table 1 . Body weight, BMI, percentages of cigarette smoking and alcohol consumption, diastolic BP, blood glucose, serum TC, TAG and ApoA1 levels were higher in Han than in Mulao (P < 0.05-0.001), whereas the levels of HDL-C and ApoB was lower in Han than in Mulao (P < 0.05-0.001). There were no significant differences in the gender ratio, age structure, body height, waist circumference, systolic BP, pulse pressure, serum LDL-C levels and the ApoA1/ApoB ratio between the two ethnic groups (P > 0.05 for all).
Results of electrophoresis and genotyping
After the genomic DNA of the samples was amplified by PCR and imaged by 2 % agarose gel electrophoresis, the products of 313-bp nucleotide sequences were found in all samples ( Figure 1 ). The genotypes identified were named according to the presence (T allele) or absence (C allele) of the enzyme restriction sites. Thus, TT genotype was homozygote for the presence of the site (bands at 186-and 127-bp), CT genotype was heterozygote for the presence and absence of the site (bands at 313-, 186-and 127-bp), and CC genotype was homozygote for the absence of the site (bands at 313-bp; Figure 2 ). The genotypes of the rs873308 SNP were followed by the Hardy-Weinberg equilibrium. 
Results of sequencing
The results were shown as CC, CT and TT genotypes by PCR-RFLP, the CC, CT and TT genotypes were also confirmed by direct sequencing (Figure 3 ), respectively.
Genotypic and allelic frequencies
The genotypic and allelic frequencies of rs873308 SNP near the TMEM57 are shown in 
Genotypes and serum lipid levels
As shown in Tables 3 and 4 , serum TC, HDL-C, ApoB levels and the ApoA1/ApoB ratio in Han were different among the genotypes (P < 0.05-0.001), the T allele carriers had lower serum TC and ApoB levels and higher HDL-C levels and the ApoA1/ApoB ratio than the T allele non-carriers. Serum TAG, HDL-C, LDL-C, ApoA1 levels and the ApoA1/ApoB ratio were different among the genotypes in Mulao (P < 0.05-0.001), the T allele carriers had lower serum TAG, LDL-C, ApoA1 levels and the ApoA1/ApoB ratio and higher serum HDL-C levels than the T allele noncarriers. Subgroup analyses showed that serum TC, TAG, HDL-C, ApoB levels and the ApoA1/ApoB ratio in Han males and serum TAG, HDL-C, ApoA1 levels and the ApoA1/ApoB ratio in Han females were different among the genotypes (P < 0.05-0.001); the T allele carriers had lower serum TC, TAG and ApoB levels and higher serum HDL-C level and the ApoA1/ApoB ratio than the T allele non-carriers in Han males (P < 0.05-0.001). Meanwhile, the T allele carriers had lower serum TAG levels and higher serum HDL-C, ApoA1 levels and the ApoA1/ApoB ratio than the T allele non-carriers in Han females (P < 0.05-0.001). Accordingly, serum LDL-C and ApoA1 levels in Mulao males and serum TAG, HDL-C and ApoA1 levels in Mulao females were different among the genotypes (P<0.05-0.001). The T allele carriers had lower serum LDL-C and ApoA1 levels than the T allele non-carriers in Mulao males (P < 0.05-0.001), and the T allele carriers had lower serum TAG and ApoA1 levels and higher serum HDL-C level than the T allele non-carriers in Mulao females (P < 0.05-0.001).
Relative factors for serum lipid parameters
The multiple linear regression analysis showed that serum HDL-C levels and the ApoA1/ApoB ratio in both ethnic groups, TC, HDL-C, ApoB levels and the ApoA1/ApoB ratio in Han and TAG, HDL-C, LDL-C, ApoA1 levels and the ApoA1/ApoB ratio in Mulao were correlated with the genotypes (P < 0.05-0.001; Table 5 ). As shown in Table 6 , when serum lipid data were analysed according to gender, serum TC, TAG, LDL-C, ApoB levels and the ApoA1/ApoB ratio in Han males; TAG, HDL-C, ApoA1 levels and the ApoA1/ApoB ratio in Han females; LDL-C and ApoA1 levels in Mulao males; and TAG, HDL-C and ApoA1 levels in Mulao females were correlated with genotypes (P < 0.05-0.001).
Serum lipid parameters were also associated with age, gender, BMI, systolic and diastolic BPs, fasting blood glucose levels, cigarette smoking and alcohol consumption in both ethnic groups (P < 0.05-0.001, Tables 5 and 6 
DISCUSSION
The SNP of rs10903129 near the TMEM57 locus has been associated with TC in a previous GWAS [12, 13] , but the association of the SNP of rs873308 near the TMEM57 locus and serum lipid levels has not been previously reported. Furthermore, the genotypic and allelic frequencies of the TMEM57 rs873308 SNP have not been reported previously in different racial/ethnic and sex groups. In the present study, we revealed that the genotypic and allelic frequencies of TMEM57 rs873308 SNP were not different between the Chinese Han and Mulao populations, but the allelic frequencies were different between males and females in the both ethnic groups (P < 0.05), the frequency of the T allele was higher in females than in males. There was no difference in the genotypic frequencies between males and females in both ethnic groups. These results suggest that the prevalence of T allele frequency of TMEM57 rs873308 SNP may have sexspecificity in our study populations. In the present study, our findings also suggest that there may be a racial/ethnic-and sex-specific association of the TMEM57 rs873308 SNP and serum lipid levels. The T allele carriers had lower TC and ApoB levels and higher HDL-C levels and the ApoA1/ApoB ratio in Han; lower TAG, LDL-C, ApoA1 levels and the ApoA1/ApoB ratio and higher HDL-C levels in Mulao; lower TC, TAG and ApoB levels and higher HDL-C levels and the ApoA1/ApoB ratio in Han males; lower TAG levels and higher HDL-C, ApoA1 levels and the ApoA1/ApoB ratio in Han females; lower LDL-C and ApoA1 levels in Mulao males; and lower TAG and ApoA1 levels and higher HDL-C levels in Mulao females than the T allele non-carriers. However, these differences may also be related to the variations in examined populations, including healthy, hypercholesterolemic and overweight/obese subjects; modulating environmental factors such as diet or under medication. Therefore, this association of the TMEM57 rs873308 SNP and serum lipid levels needs to be further studied with larger sample size.
Sex has important influences on neural function and disease, as well as responses to metabolic stressors. Sex differences in dyslipidaemia have been noted for many years. It is commonly accepted that androgens induce changes in lipid concentrations that would predispose towards CHD, whereas oestrogens are held to have opposite effects [25] . Oestrogens share structural similarities with vitamin E and other lipophilic antioxidants and are thus able to function as scavengers for lipid peroxyl radicals and interrupt the chain reaction of lipid peroxidation. Oestradiol at physiological levels has an antioxidant capacity that is independent of its effects on blood lipid concentrations, an action that may be of anti-atherogenic importance [26] . The oxidative modification of LDL (low-density lipoprotein) is important in the pathogenesis of atherosclerosis, and oestrogen has been shown to inhibit copper and cell-mediated oxidation of LDL in vitro [27] . Several studies in postmenopausal women who have been treated with oral and transdermal oestrogens have shown decreased susceptibility of LDL particles to oxidation that is independent of the lipid-lowering effects. Oestrogens also protect HDL from oxidation, an effect that should preserve the beneficial functions of HDL, including the protection of LDL from oxidation. Although the effects of gonadal hormones on neural function and lipid metabolism that regulate serum lipid levels are considered contributing factors, the reasons for sex differences in dyslipidaemia are still not well understood. Other unknown genetic factors may also be involved in determining this complex status. In the present study, we compared the genotypic and allelic . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . frequencies between males and females in both ethnic groups.
The results showed that the frequency of T allele was lower in males than in females in both ethnic groups. These findings suggest that the genetic variation of T allele of TMEM57 rs873308 SNP is lower in men than in women in our study populations. The difference in serum lipid levels between males and females in the both ethnic groups might partly result from different TMEM57 rs873308 SNP. In addition to the effects of the TMEM57 rs873308 SNP on serum lipid levels, we also showed that several environmental factors such as age, gender, BMI, waist circumference, systolic and diastolic BPs, blood glucose, alcohol consumption and cigarette smoking were associated with serum lipid levels in both ethnic groups. Although rice and corn are the staple foods in the both ethnic groups, Mulao people live in an isolated environment and share local similar recipes. They consume too many acidic and spicy dishes, local bean soy sauce, pickled vegetables and animal offals which contain abundant saturated fatty acid. Many studies stated that diet alone can account for the variability on serum lipid levels [28] [29] [30] . It has been reported that diet rich in PUFAs (polyunsaturated fatty acids), monounsaturated fatty acids, carbohydrates and even saturated fatty acid, stearic acid can reduce LDL-C levels [31, 32] . As our experimental results showed different dietary habits, lifestyles and environmental factors probably further modify the effect of genetic variation on serum lipid levels in our study populations. Many studies also stated that daily eating habits can strongly influence the serum levels of ApoB, ApoA1 and their ratio, and which in turn can result in the risk of CHD [33] [34] [35] . The current study might be partly attributed to the difference in daily eating habits between the Mulao and Han populations.
There are still several limitations in this study. First, the general characteristics of the both ethnic groups are different. Although sex, age, BMI, BP, alcohol consumption and cigarette smoking have been adjusted for the statistical analysis, we could not completely eliminate the effects of these factors on serum lipid levels among different genotypes in both ethnic groups. Second, the diet was not adjusted for the statistical analysis. In the present study, however, the diet in this isolated population is consistent throughout the year and among individuals because of the Mulao's reliance on a limited number of locally available food items. Third, it is well known that both oestrogen and menopause can influence serum lipid levels. In the present study, however, we did not compare the difference in serum lipid levels between the premenopausal and postmenopausal women in the both ethnic groups because of the relatively small samples. Finally, it is clearly established that serum lipid levels are regulated by multiple environmental and genetic factors, and their interactions. Although we have detected the association of the TMEM57 rs873308 SNP and several environmental factors with serum lipid profiles in this study, there are still many unmeasured environmental and genetic factors and their interactions. Thus, the interactions of gene-gene, gene-environment, and environmentenvironment on serum lipid levels remain to be determined.
Conclusions
The present study showed that the TMEM57 rs873308 SNP and several environmental factors were associated with some serum lipid parameters in the Chinese Han and Mulao populations, but the associated trends of the SNP and serum lipid parameters are different. There is a sex-specific association of the TMEM57 rs873308 SNP and serum lipid parameters in both ethnic groups.
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